[Abstract] Western blotting allows for the specific detection of proteins and/or modifications of proteins by an antibody of interest. This protocol utilizes a crude nuclei extraction protocol for Aspergillus nidulans to enrich for histones and other nuclear proteins prior to gel electrophoresis. Post translational modifications of histones may then be easily detected. After electrophoresis, the selected antibodies are used to detect and quantify levels of the modifications of interest.
Note: All nuclear isolation steps and solutions should be kept on ice.
a. Inoculate 250 ml of liquid glucose minimal medium (GMM) to a final concentration of 1 x 10 6 spores/ml and incubate at 37 °C, 250 rpm for 48 h. http 2013 ii. Soak extra thick blotting paper in western transfer buffer -construct the "sandwich" according to the semi-dry transfer manual. From the bottom (+ pole) working to the top (-pole): Extra thick blotting paper, nitrocellulose membrane, acrylamide gel, extra thick blotting paper.
iii. Assemble apparatus and run at 15 V for 1 h.
c. Block membranes for 1 h at room temperature on an orbital shaker using 5% nonfat dry milk in TBS-T.
d. Incubate with primary antibodies for 1 h in TBS-T. 10 ml is sufficient for a small blot.
Incubation may also be performed at 4 °C, especially if planning to reuse primary antibody solutions.
e. Pour off the primary antibody solutions. Primary antibody solutions may be resused up to 5 times, although antibody concentration will decrease with each use (note:
These solutions contain sodium azide as preservative). Add the solids in order to 80 ml of H2O, dissolving each completely before adding the next. Heat the solution to boiling, cool to 60 °C. Adjust the pH to 6.5-6.8 with KOH pellets.
Cool to room temperature and adjust volume to 100 ml with ddH2O.
